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Abstract. The study was conducted under CNMP Project No. 61/034/2007, entitled 
"Innovative Research on prevention and control of zoonoses, bacterial agents of pasteurellosis 
and leptospirosis in pets and humans in order to achieve effective treatment schemes, in 2009-
2010, at the University of Agricultural Science and Veterinary Medicine, Institute of 
Comparative Medicine and INCDMI "Cantacuzino", Bucharest, Romania. Samples were 
collected from patients suspected of the studied zoonoses. The general clinical examination 
sheet was performed for patients seeking general condition and examining: face, skin, mucous 
membranes and appendages, lymph node system, muscular system, osteoarticular system, 
respiratory apparatus, cardiovascular apparatus, digestive system, liver, biliary, spleen, 
urogenital apparatus, nervous, endocrine system, sense organs. 
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INTRODUCTION 
 
The most relevant examinations tools were the ultrasound scans and the laboratory 
tests. 
Blood samples were subjected for the following determination: HLG, HLP, platelet 
count, WBC count, erythrocyte sedimentation rate, fibrinogen, PCR. These tests were 
repeated three times every week. 
Molecular markers persuaded were Ig. M anti-VHA antibodies, HBs antigens, Ig. G 
antibodies, anti-HBC. 
To confirm the leptospirosis diagnosis, samples were sent to our partner INCDMI 
"Cantacuzino", National Centre of Expertise in Medical Microbiology, Laboratory for 
Zoonoses, National Reference Center for Leptospira (1, 5) 
Analyses were:  
 determination of anti-Leptospira antibodies by rapid slide agglutination method with 
inactivated antigen type (RAR) and  ultramicroscopic agglutination with  live antigen 
type (RAM); 
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 identifying the ultramicroscopic taken, identifying the culture, serotype identification 
by ultramicroscopic agglutination with specific sera type; 
 interpretation through RAM in serum and exudates 
 
MATERIALS AND METHODS 
 
Testing methodology. 
The testing methodology chosen is dependent on the objective of testing (e.g. 
individual testing or surveillance/group monitoring) and the testing methods available 
(approved, on the market). 
The quality of the laboratory results depends on the quality of the harvesting protocol 
and is necessary to respect the rules of optimizing these procedures, and those applied in this 
study are as follows: 
1. Samples are collected aseptically and placed in sterile plastic bags or containers that 
can be sterilized by heat Seal. Do not use chemically disinfected containers or plastic gloves 
or sleeves. 
2. Is mandatory to label all samples and specify the sampling site (tissue), species of 
origin and other data necessary to identify with certainty the animal. Depending on the tissue 
and/or species from which samples were taken, the amount leptospira may be significant or 
irrelevant. 
3. Always specify the tests that are intended to be carried out and suspected pathogen, 
especially for samples with normal bacterial flora (nasal cavity, mouth), otherwise there is 
risk of use of inappropriate culture media. 
4. Pathological samples are taken before the opening of the digestive tract. Tissue 
samples (lung, liver, spleen, and kidney) will have at least 5 grams. 
5. Each sample is placed in a separate container. 
6. The samples are grouped by sections in the laboratory that makes the investigation, 
excepting the abortions (2, 3, 5). 
7. Liquid samples (e.g. Liquids from cavities, pericardial fluid, aspirates from joints, 
urine) are collected in sterile recipients for urine, sealed, in a volume as large as possible (up 
to 10 ml), as in these samples the concentration of organisms can be very small. To increase 
the chances of isolating leptospires it is indicated for them to be collected in special transport 
media. Differentiation between etiologic agents and contaminants may be difficult from blood 
culture bottles due to loss of quantitative information. Fetal fluids (peritoneal, thoracic or 
cardiac blood) to be examined for leptospirosis by FA test should be submitted in a sealed 
container in which is added 10% buffered formalin at a rate of 1,5 ml to 20 ml of sample (1, 4, 
5, 6). Never send samples in syringes because they tend to leak and contaminate the package 
during shipment. Never send fluids or other samples for bacteriological examination in EDTA 
tubes (purple-stopper Vacutainer), because EDTA is highly toxic to many bacterial species. 
8. When a large number of samples are harvested the laboratory needs to be 
announced for appointment. Thos allows the laboratory to have staff and area available for 
prompt processing (5). 
9. Samples are delivered in insulated containers with sufficient ice packs for a period 
of 48 hours. Samples arrived at the laboratory in an inadequate amount will not be processed 
because the processing and cultivation of these tissues is very low or results are erroneous. 
10. For cases in which bacteriemia is suspected and hemocultures are recommended, 
hemoculture systems should be inoculated with an appropriate level of blood collected 
aseptically. Only blood culture systems are recommended. 
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11. Serum samples for microscopic agglutination reaction are made from seamless 
tubes of blood collected on anticoagulant (red capped) left to clot at room temperature and 
stored, after separation from the curd, in the refrigerator (+ 40C ). To prevent precipitation or 
destruction of specific antileptospira immune globulin freezing is contraindicated, affecting in 
particular the investigations of quantitative type (4, 6). 
 
Working methods 
 
Serological diagnosis is made by: 
1. Rapid slide macroscopic sera-reaction (RAR) 
 It is made with Leptospira Patoc  antigen (saprophytic strain), heat inactivated, 
prepared in-house, after  a OSIM patent (1990) of the Reference Center. 
 Is a specific gender orientation test that shows whether the patient has 
leptospirosis without determining the serotype of the infecting strain 
 It is indicated in the 4th to 6th day of illness and back up to 5 years after initial 
infection 
 Can be used in the veterinary guidance diagnosis, information is based on the 
results obtained from sera-testing  570 domestic animals (pigs, cattle, sheep, horses, dogs) 
carried out together with the Pasteur Institute, Bucharest (2, 4). 
 
 
                                                      Researching material 
Human samples:  
- 18 serum samples and one sample of blood, urine, drainage peritoneal exudates, taken 
from owners whose dogs  were suspected of having leptospirosis. 
Canine samples: 
- 37 serum samples from animals clinically suspected of leptospirosis. 
- Samples from animals from households in Ilfov area (28 serum samples from animals 
clinically suspected of leptospirosis) (1, 3) 
- 25 water samples from wells in the Ilfov area, from households, where there were 
animals clinically suspected of leptospirosis. 
 
RESULTS AND DISCUSSIONS 
 
1. Human samples: 
- Negative : 14 serum samples, 1 blood sample, 1 urine sample 
- Positive: 4 serum samples, 1 drainage peritoneal exudates 
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2. Canine samples: 
- Negative: 37 serum samples; 
Positive: 2 serum samples (icterohaemorrhagiae, titter 1/1600 and 1/3200), except that 
serum samples were negative for the owners.  
 
 
 
3. Samples from animals in Ilfov area households: 
Negative: 24 serum samples 
Positive: 4 serum samples (1 cow, 1 goat, 2 dogs) 
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4.  Samples of well water from households in Ilfov area: 
Negative: 22 water samples; 
Positive: 3 water samples 
 
 
 
 
Ilfov district household – clinical lesions 
 (photo made by: univ. lector Ionita Lucian, Clinical Sciences Deparment, FMV, Bucharest) 
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CONCLUSION 
 
1. The study was made in the framework of CNMP 61-034/2007 research project by 
University of Agricultural Sciences and Veterinary Medicine – Institue of Comparative 
Medicine, Bucharest and „Cantacuzino” Institute, Bucharest. 
2. As regarding the human samples, the bacteriological diagnosis was made in 
„Cantacuzino” Institute. From 22 samples, 16 (72.7%) was negative and 6 (27.3%) was 
positive, from which 4 serum samples and 8 drainage peritoneal exudate. 
3. As regarding the canine samples, the bacteriological diagnosis was made in 
University of Agricultural Sciences and Veterinary Medicine – Institue of Comparative 
Medicine, Bucharest, and the diagnosis in „Cantacuzino” Institute. From 39 samples, 37 
(94.87%) was negative and 2 (5.13%) was positive. Blood samples taken from the owners of 
the ill dogs was negative   
4. As regarding the water samples, taken from Ilfov district households, 88% was 
negative and 12% was positive.  
5. As regarding the animal samples taken from Ilfov district households, 86% was 
negative and 14% was positive. 
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